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Sir: 



We 



, the undersigned co-inventors, do hereby declare and state: 



1. We are co-inventors of claims 25-34 currently pending m 
U.S. Ser. No, 08/458,109 and of the subject matter described 
therein, 

2. Prior to 15 April 1988, the invention embodied in claims 
25-34 of U.S, Ser. No. 08/458,019 was reduced to practice in the 
United States. 



3. Prior to 15 April 1988, practicing the methods provi 
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in the above -captioned application, numerous strains of Phaffia 
which overproduced astaxanthin at levels above that found in wild 
type Phaffia were obtained, thereby attesting to the 
reproducibility of the methods and teachings described in the 
above -captioned application. 

4. Thus, wild type or astaxanthin-overproducing strains of 
Phaffia were treated as taught in the above -captioned application 
to obtain strains producing higher and higher levels of 
astaxanthin. 

5. The initial screenings of the strains often were visual 
because the feature of interest is a pigment which is manifest as 
culture color. 

6, Prior to 15 April 1988, numerous strains were prepared, 
propagated as provided in the above -captioned application and then 
the amount of astaxanthin produced by each strain was determined as 
provided in the above -captioned application. 

7 , Attached hereto are copies of pages from laboratory 
notebooks depicting representative experiments demonstrating the 
reduction to practice of the invention as claimed. 
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a. Exhibit A is a copy of a page from a Kwok Ho 
laboratory notebook setting forth the results of 
astaxanthin content in Phaffia exposed to variety 
of treatments in shake flask cultures. The 
right-most column of figures --747, 865 and so on-- 
relate to astaxanthin content in micrograms per 
gram. All of the cultures contained astaxanthin at 
a concentration of more than 700 micrograms per 
gram. 

b. Exhibit B is a copy of a page from a 
laboratory notebook of Beril Geldiay-Tuncer setting 
forth the results of astaxanthin content in Phaffia 
astaxanthin mutants. Ant 1-4 is a deposited 
strain. As provided in the record. Ant 1-4 is 
identified as IGI887J2 in the application; K20 is 
identified as IGI887J1 in the application; and 
Ant 1-460 is identified as IGI2880B60 in the 
application. Numerous strains produced astaxanthin 
at a concentration of more than 700 micrograms per 
gram. 

c. Exhibit C is a copy of a page from a 
laboratory notebook of Beril Geldiay-Tuncer setting 
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forth the results of astaxanthin content in Phaffia 
astaxanthin mutants. Ant 1-460 is identified as 
IGI2880B60 in the above -captioned application. 
Numerous strains produced astaxanthin at a 
concentration of more than 700 micrograms per gram, 

d. Exhibit D is a copy of a page from a 

laboratory notebook of Beril Geldiay-Tuncer setting 
forth the results of astaxanthin content in Phaffia 
astaxanthin mutants. Ant 1-4 is a deposited 
strain. Ant 1-4 is identified as IGI887J2 in the 
application; K20 is identified as IGI887J1 in the 
application and Ant 1-460 is identified as 
IGI2880B60 in the application, 

8. The dates redacted from the attached copies of laboratory 
notebook pages relating to testing various Phaffia strains for 
astaxanthin content are prior to 15 April 1988, 

9. All of the activities described therein occurred in the 
United States. 

10. We hereby declare that all statements made herein of our 
own knowledge are true and that all statements made on information 
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and belief are believed to be true; and further that the statements 
were made with the knowledge that willful false statements and the 
like so made are punishable by fine or imprisonment, or both, under 
Section 1001 of Title 18 of the United States Code, and that such 
willful false statements may jeopardize the validity of the instant 
application or any patent issuing therefrom. 

Further Declarants sayeth not , 



Date Eric A. Johnson 

Date Huei-hsiung Yang 

Date Beril Geldiay-Tuncer 

Date William T. Hall 

Date David Schreiber 

Date Kwok Ho 
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and belief are believed to be true; and further that thQ statements 
were made with the knowledge that willful false statements and the 
like BO made arfe pianlahable by fine or it^prieonment, or both, tinder 
Section 1001 of Title 18 of the United States Code, and chat such 
willful false statements may jeopardize the validity of the instant 
application or any patent iaauing therefrom. 

Further Declarants sayeth not. 
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and belief are believed to be true; and further that the starements 
were n^de with the knowledge that willful false statements and the 
Uke so made are punishable by fine or imprisonment, or both, under 
Sec-.ion 1001 of Tide 18 of the United States Code, and that such 
willful falee statements may jeopardize the validity of the instant 
application or any patent issuing therefrom. 

Further Declarants sayeth not- 



Date 
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and belief are believed to be true; and further that the statements 
were .ade with the Knowledge that willful falae statements and the 
like so made are punishable by fine or imprisonn^nt , or both, under 
section lOOX Of Title la of the united States Code, and that auch 
Willful false staten^nts n,ay jeopardize the validity of the instant 
application or any patent issuing therefrom. 

Further Declarants sayeth not. 
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